[Abstract] This protocol was developed in a study aimed to determine the cellular localization of the lysin of pneumococcal phage SV1 (Frias et al., 2013) . We obtained proteins from the surface of Streptococcus pneumoniae by elution with choline or those secreted to the medium. The analysis by Western blot of these fractions allowed us to demonstrate that the phage lysin localizes to the cell wall, associating with choline residues in the teichoic acids. Hence, protein extracts can be used to determine the localization of uncharacterized proteins and can also be useful for other biochemical analyses such as protein identification. This protocol can be easily adapted to different pneumococcal strains and growth conditions and it is well suited to isolate other proteins of interest.
Moreover, since holin function activates phage-mediated lysis, we eliminated holin activity in this strain to avoid possible phage lysin escape (Frias et al., 2013 ). . It is recommended that the molecular weight cut off of the membrane is at least 3 times smaller than the molecular weight of the protein being retained. Since we wanted to study the 37 kDa phage lysin, we selected a 10 kDa cut off.
9. Note that this experiment also allows to test for the membrane permeabilizing effect of a specific compound since in this case one expects the release of cytoplasmic proteins into the culture medium. If this is the goal of the experiment, after challenging the (MitCtreated) cultures with the compound of interest in step 4, the samples are processed as described in the following steps. 1.6 ml of Glycerol 1.6 ml of 10% SDS 0.8 ml of β-mercaptoethanol
